FIG. IB 




• 



FIG. 2A 



X 

o 
o 
q 



x 

o 
o 
q 



08/756018 




FIG, 2B 




• • 08/75601B 

FIG. 3 A 




FIG. 3B 



P-Selectin Binding to COS M6 Cells 
Expressing PSGL-1 -NH2/Mucin Chimer.c 
Constructs . . 

40000 -i ■ ' 




FIG. 43 



P-Selectin Binding to COS M6 Cells 
Expressing PSGL-1 Internal Deletion 
Mutants _— — 

30000 -i " " " " 




• 08/756018 



FIG. 5 




FIG. 6 A 



P-Selectin Binding to COS M6 Cells 
Expressing PSGL-1/FTVllh w and w/0 
NaCl03 



40000 




• o8 /756 ° 18 



FIG. 6B 



E .Selectin Binding to COS M6 Cells 

PSGL-1/FTVllh w and w/o 



Expressing 
NaCl03 



200000 - 




■ w /oNaCI03 
10mMNaCIO3 



100000 - 




a 
in 



FIG. 7 



200kD 
92kD 
67kD 



46kD 





— . - 1* V 



FIG . 8A • ^ ■ 

E5B 

QLWDTWADEAEKALGPLLA^RRQATEYEYLDYDFLPET^ 



R38 

Q19 



A98 

P78 



PEMLRNSTDTTPLTGPGTP^EPAARRSTGLDAG^AVTE 



A108 

LTTELANMGNLSTDSA 



# • ©ft/'?* 6 

FIG. 8B 



Expressing PbUL \ nn 
Mutants 

50000 



40000 - 



30000 - 



20000 - 



10000 




CO 

■a 

a 



> 

LL 



en 



> 


> 


+ FTVII 


> 
t— 


> 

r— 


LL 


+ 


U- 


IL 

-r 


CM 
CO 

X 


CO 
CO 

.a 
X 


CO 

n 

X 


un 

n 
X 


CO 

n 

X 



FIG. 9A 



• 



fa/** 



00 UO LO 00 CO 

lo 



r- q co 

CO CO CO CO 



c 
c 



JLA 


m 


Q. 




Q. 




C5 


s 


0) 




1- 




O 


■*-»| 




o 


0) 


a 


K- 




111 


cn 


•J 


c 




o 


z 


o 










vi 





+ + 
+ + 
+ + 



I i 



+ 
+ 
+ 



I I I 



< 

\- LL < LL 

i i ' 1 

£ E cc cc cc 



o a o o 

CO CO 02 CO 

q. q. a. Q. 



< 

H Ll_ < LL 

III' 

CO CO CO CO 

^ ^ 
Q Q Q Q 
OOOO 



co co 50 2 
*r ^ ^ 2 
q a a a 
oooo 



s tn uj uj 

CL Q- °1 ^ 



Hi UJ 
Q- Q_ 



Q_ 



< 

UJ 
Q. 



LL u_ 
Q Q 



>• 

Q 



u. 

Q 



(3 
CO 

a. 

i 

LL 



>• LL 

UJ UJ 
>■ LL 

LLT UJ 

< < 

a o 
tr cc 
cr cc 



u- u_ 

Q Q 
>- u. 

Q Q 

> u- 

UJ UJ 

> ^ 

UJ UJ 

< "5 

< < 

a g 

cc cc 
cc cc 

Q Q 



LL u. 
Q Q 

> u_ 

Q Q 

— I -J 
>- U- 

UJ UJ 

>■ u- 

UJ 
< 

a 
cc 
cc 
a 



LL LL 

a a 

> LL 

a a 

—j i 

> LL 
LU UJ 

_ > LL 
LU UJ UJ 

i- ^ 5 

< < < 

a a a 
tr cc cc 
cc cc cc 

Q Q Q 



1111 1111 



FIG. 9B 



y i 



o 



£ 

Q. 

O 



P-Selectin Binding to COS M6 Cells 
Expressing Wild-Type and Mutant 20 aa 
Binding Domain 



50000 



40000 - 



30000 - 



20000 



10000 - 




co ^ — 

1 f 5 

O H H 



— £ = = = 









FTVI 


FTVI 


FTVI 










U- 


T/A 




5 


nr 



< 



> 
I- 

+ 
CO 

Q 
O 



> 

LL 



CO 

Q 

O 



> 

U. 

+ 

> 
i 

CO 

Q 
O 



> 
' — 

LL 



< 

CO 
Q 

a 



< 

> 

CO 

Q 

U 



• • • 0 8'^ 601 

FIG. 10 Page L of 7 



AAGC 7 T AC C AC C A7CG AC 7 G C AC 7 7 G C AG G 7 7 C ■ — ^ — . — 

77CC;vA7CC7Cr J 7ACC77ACC7^7ACC7-C;u\GGAG/w\c;A/w\CACCACCC7C77^-A-.^ 



hfl 

~A7G7 

W r J. " ~ V 7 A A A - 



>Cj L C 1 1 CJC. ACj » C C C AG G 7 7 7 AG C 7 7 7 i nrAr.Tr"""" — — , ,~ _ , 
• L _ ivjwxj^ . ioAACj/w\vjCC777G7CC 

' : ^CAGG7CACCG7CCA"7CCACCACGTCAGACCCCCAC7cL\C^^^ '" 2 ° 

' ; v 9 : - v ~ !• V 0 <; a - </ ' K k r 



AGCCACTTCCAGAriCAC'TTCCOAAGACCTCCCTCCAAGTCCTCGATA^ 1 



00 



K v 



<: AC C~C7CCCCGGACC7G77CCCGAAC7CACC7ACCG7CCC7AC^ '" ' 



J u ' ' ' ' » :7 W m 



\ C A G C A A A C 7 A. C G G A. 7 A 7 



C j GGC AG AG 7 C AC G A 7 7 AC C C C G C AC G A A 7 ~ 7 A 7 G 

;z77~zz"zizzzzrzzz jqq 

■• , '' nrn,lC -- -,7GG7AA7GGCG777GG7~AGG777 



GH 



7 SS 

:i ."-0 3SA QD 



FIG. 10 Page 2 offLkf^^^ " 



AGC/\\« AGGG . AC. AT'** »/v. j» . . <*\r*iv.i\» . , i*vv.j/\ if! . ..AGoAC ACGGv*,*.GTGT ATT A'iTGT 

7~~zzzzzz7i~z777Zzz7zzzzzzzz77zzz7Z7Zzzzzzzzzzzzz7~.7Z7 m0 

. GG kC ^ CGG/\ i C 7 AC .C . . „ w . . ' . . » * G* .w« \( . . s_ . AG ACTCCTGTGCCGGC AC AT A AT*" A' .'A 



f iCGAGAGATAATGGAGCCT ATTCT AGTGCTGCT AGCTCCT ACTCCGGCTCGTTCC ACCCC 

' Sl ~~~ZZZZZ7ZZ"~ZZZZ7Z"Z7Z ZZ ZZZ '* zo 

CGCTCTCTATTACCTCCCAT AACATCACC ACCATCG ACG ATGAGCCCCACCAAGCTGGGG 

a r on*; a ;* : g <; c J G w i-- ;. 



T G GGGGG AG GG A ACC CT C C T C AC CCTCTCTTC AG G T C AG T AC T C AAT T C T AGC T T T C T C C 

;21 -100 

AC CC CGGT C GCTTGGG AGC AG T G G C AG AG A AG T C C AC T G AT G ACT T AAG AT C G AA AG AG G 

w G Q. G t l v t v 3 



f i GC AGGCC AGGG G TG AC G T T GG G TTT GGGGG AGGG AGGG GGC T AAGGTG AGGG AC iG T G GG 

uHl vlO 

' -CGTCCCGTCCCC ACTGG AACGG AAACC GGGTGGGTG GGGGG ATTCC AGTCCCTCC ACCC 



GC C AGC A G G T G C AC AC C G AA T C C C C A T G AG C C C AC AC ACTGG AC (J C'l'U Mll illiLouau 

7""Z""ZZZ ^ 00 

CGGTCGTCC ACGTCTCGGTT ACGGCT ACTCCGGTCTCTC ACCTCCG ACTTCG AGCCCCCC 



AGTT AAGAACCCAGGGCCCTCTCCCCCTCCGCCC AGCTCTCTCCCACACCCCCCTCAC AT 

-01 .-^ . nnO 

. «AAi *G . . juu n - ^ * v vj / \^ ^ ^ Av_ C w C w o T C C AG AC AGGG T C TC CC GC C AG T G T A 



FIG. 10 



'inL - - " „ 

' * CC7CC7 CC AG AC A AC C 7 Z G G AGG 7 Z C 7 T G C C C G G 7 AG C Z AG AAGGG G G AC C G 7 G G Z AGG 



TCCAAGAGCACC7C7CCCGCCACACCCCCCC7CCGC7CCC7GG7C;w\GGAC7AC77GCCC 
AGG77C7CC7CCAGACCC7CC7C7CCCCCCGACCCCACCCACCAG77CC7CA7CAAGGGG 



^ k ~ 7 g g r a a l g G l v k o 



GAACCCC7CACCC7C7CC7CCAAC7CAGCCCCCC7GACCAGCCCCG7CCACACC77GCCC 
G7TGGCCAC7CCCACAGCACC77GAG7CCGCGGGAC7GG7CGCC^CACG7G7GG;w\GGGC 

£ ? v t v " -w :: .; f ; a '„ 7 :: r, v ft : p ' 



GC7G7CC7ACAG7CC7CAGGAC7G7AC7GCG7CAGCAGCG7GG7GACCG7GCCC7GGAGC 
G G AC AGG A 7G 7G AG G AG 7 7 G 7 G A( ; A 7 G AGG C AG 7 G G 7 C G G AC C AC7 G GC ACGG G A-: ",G 7 C G 



A Y i. m 



V 7 



AGC77GCGCACCCAGACC7ACA7C7GCAACG7GAA7CACAAGCCCAGCAACACC*u\GG7G 

001 l}60 

TCCAACCCC7CGC7C7CCA7C7ACACC77CCAC77AG7C77CCGG7CC77C7CC77GCAC 



G ACAlAG AAAG7"G7G AG AGGG Z AGG AG AGGG AGGG ACGG7G7C7GC7GC A AGvJ A : , " 
G 7G77C777CAACC AC 7C7 C C CC 7C C 7 G 7CC C 7 C C C 7 C C C AC AG AGG ACG7 7 G G 7 7 7 G AG 
D '< K 7 



FIG. 10 ^age 4 of 7 

0 g/7560l« 

_ AGCCCTCCTGCCTCGACCCATCCCCCCTATGCAGCCCCAGTCCAGGGCAGCAAGGCAGGC 
TCGCGAGGACGGACCTGCCTAGGGCCGATACGTC 




GGGCAGACGGAGAAGTGGGCCTCGGAGACGGGCGGGGTGAGTACGAGTGCCTCTCCCAGA 



AGACCGAAAAAGGGTCCGAGACCCGTCCCTGTCCGATCCACGGGGATTGGGTCCGGGACG 



o 
m 

H 

m 
m 

Q 

m l2Q x .^AAAGGGGCAGGTGCTGGGCTCAGACCTGCCAAGAGCCATATCCCGGAGGACCCTGC 

^ --------- ^ 1260 

w 
o 



TC7G777CCCCG7CCACGACCCGAG7C7CGACGG77C7CCG7A7ACGCCC7CC7CGGACG 




^ CTCCTCCCAGA7TCCAG7AACTCCCAATCTTCTCTCTGCAGAGCCCAAATCTTGT 



::2i 



GACAA 



gaggagggtct^ggtcattcagggttagaagagagacgtctcgggtttagaacactgt: 

- ? K Z C 0 K 



123 0 



TTGAGTG7G7ACGGG-GGCACGGG7CCATTCM7CGGGTCCGGAGCGGGM " 4 ° 



FIG. 10 Page 5 of 7 

©8/75601 



l44l ^^^^3^^32G^3'^CCTCCATCCAGGGACAGGCCCCAGCCCCGTCCT-ACA 

CGCCCTGTCCACCGGATCTCATCGGACGTAGGTCCCTGTCCGGGG^ 1 5 °° 



D 



CGTCCACCTCCATCTCTTCCTCAGCACCTGAACTCCTGGGGGGACCGTCAGTCTTCr 



1501 --- 

gcaggtggaggtagaga^ggagtpctgcacttcaggIcccgcctggcIg^ 1560 



A ? E L G G ? Z V- F 



c - 



O 
03 
Si 

| 1561. IJlTll^^^^ 

AGGGGGGTTTTCGGTTCGTGTGGGAGTACTAGAGGGCCTGGGGAC^ l " 0 



?EVTCYV- 



ffl G ? ?K?KGTLM[ SR 

= 

□ 

w. 
m ■ 
□ 

accacctccactcgg7gcttctcggactccag7tc;Jgttgaccatccacc^ 1530 
c - v 0 v s " £ o p E V K r fl w Y v D G v £ __ 

""oo' (boo 



' TCCACGTATT ACGGTTCTGTTTC: 



"TGTCCTGCATCGCCCACC 



ma 



V H. M A T v 



S 

i' P. " r O v 'I 

\ \ \ \ \ :< :< /. / 7 J ' ; - 

232 295 297 

(cop) 



'( \\ 7 7 




FIG. 10 Page 6 of 7 

^CACTCGCTCAATCGCAAGGAGTACAAGTCCAAGG 



TCGTCCTCACCGACTTACCCTTCCTCATGTTCACGTTCC 



1800 



S v T V t. H Q 0 



w L M G K E ■{ K C K v - 
318 320 222 



O 
09 

M 

m 

□ 

00 



iaoi --~^.:^::::r:^ 

agaggttgtttcgggagggtccggggtag^ct^^gtagagg;^ 1960 



SNKA>L?AP cektiskak 

* 

33 1 333 335 337 



is 6 l ----I-Sf ^:^ c : catcg ^ ga ggccggctcggccgaccctctgccctgaga 

^^cacgctccccgtgtacctctS^S^S^S^— 1920 



^ >.«.k.w«vjv»i_urt(j»_t_tiuCiTGGGAGACGGGACTCT 

W 

W 

O 

£ GTGAC „ • 

M L 9 2 1 : CTGTCCTACAGGGCAGC CCCCAGAACCACAGGTGTACACC'- 



CACTGGCGACATGGTTCGAGACAGGATGTCCCGTCGGGGCTCTTGGTGTr" l98 ° 



"CCACA7GTGGG 



io8i T - C -^. Z J:^^ 



P 9 3 R 3 . £ ?. T K M q ./ 



L ~ C L V K G 



20 4 l 55 AG f GACA I5 GC f :: CGAG : G ^ G AGCAATGGGCA G CCGGAGAACAAC7 



2100 



FIG, 10 

CCAAGATACCGTCGCTGTAGCCGCACCTCACCCT 
F '( P Z 0 C A V £ W £ 



Page 7 of 7 




M G Q ? £ M M C 



ACAAGACCACGCCTCCCCTCC7CGAC7CCCACGGC7CC77C7TCC7CTACAGCAAGC7CA 

2101 m - ■*■ - — — * 216Q 

TG77C7CG7CCCGAGGGCACGACC7CAGGC7CCCGAGGAAGAAGGAGATG7CG77CCAG7 

K X 7 ? P 7 L0S0G3 e r LYSKLT- 



«s5 



CCG7GGACAAGAGCAGG7GGCAGCAGGGGAACC7C77C7CA7GC7CCC7GA7GCA7CAGG _ 

n^g^ — — "*~* ~~ *" "* 

GGCACC7G77C7CG7CCACCG7CG7CCCC77GCAGAAGAG7ACGAGGCAC7ACC7AC7CC 



v'd'ksrwqqgmv 



7 M H Z A - 



CTCTGCACAACCACT ACACGCAGAAGAGCCTCTCCC7GTCTCCGGGT AAATG AGTCCGAC 

2221 * * * 2290 

G AG ACGTGTT GGTG ATGTGCGTCTTCTCCG AG AGGG AC AG AGGCCC ATTT ACTC ACGC i G 

LHMilYTQKGLSLSPGK- 



* GGCCGGC 

2281 

CCGGCCG 




1 


ATGGCGCTGT 


CCTGGGTTCT 


TACAGxCOlu 


AGCCTCCTAC 


CTCTGCTGGA 


51 


AGCCCAGATC 


CCATTGTGTG 


CCAAC-U 1 Ab 1 


ACCGGTGCCC 


ATCACCAACG 


101 


CCACCCTGGA 


CCAGATCACT 


TV /™ , 'T 1 <T ,r r 


TTTATATCGC 


ATCGGCCTTT 


151 


CGAAACGAGGv 


AGTACAATAA 


(j X X 1 wriO 


GAGATCCAAG .CAACCTTCTT 


201 


TTACTTCACC 


CCCAACAAGA 


C ?1 C A (ZCX A C A C 


GATCTTTCTC 


AGAGAGTACC 


251 


AGACCCGACA 


GGACCAGTGC 




CCACCTACCT 


GAATGTCCAG 


301 


CGGGAAAATG 


GGACCATCTC 




GGAGGCCAAG 


AGCATTTCGC 


351 


TCACTTGCTG 


ATCCTCAGGG 




CTACATGCTT 


GCTTTTGACG 


401 


TGAACGATGA 


GAAGAACTGG 


GGGC 1 \s x \- 1 vj 


TCTATGCTGA 


CAAGCCAGAG 


451 


ACGACCAAGG 


AGCAACTGGG 


AGaU 1 1 U X AV- 


GAAGCTCTCG 


ACTGCTTGCG 


501 


CATTCCCAAG 


TCAGATGTCG 




TTGGAAAAAG 


GATAAGTGTG 


551 


AGCCACTGGA 


GAAGCAGCAC 


r^ri a (ZfZ A A 


GGAAACAGGA 


GGAGGGGGAA 


501 


TCGGATCCCG 


AGGGTGAGTA 


XAAvj^- X x wr* 


GCGCTCCTGC 


CTGGACGCAT 


651 


CCCGGCTATG 


CAGCCCCAu 1 




AAGGCAGGCC 


CCGTCTGCCT 


701 


CTTCAeCCGG 


AGCCTCTGU^ 


r fz r r c C ACT C 


ATGCT CAGGG 


AGAGGGTCTT 


751 


CTGGCTTTT.T 


CCCAGGCIOI 


rnncAGGCAC 

\j \3 \J UAwU N — * 


AGGCTAGGTG 


CCCCTAACCC 


801 


AGGCCCTGCA 


CACAAAGGGG 


CAGGTGCxljU 


GCTCAGACCT 


GCCAAGAGCC 


351 


ATATCCGGGA 


GGACCCTGCC 


CCTGACCTAA 


GCCCACCCCA 


AAGGCCAAAC 


. 901 r 


TCTCCACTCC 


CTCAGCTCGG 


ACACCTTCTC 


TCCTCCCAGA 


TTCCAGTAAC 


951 


TCCCAATCTT 


CTCTCTGCAG 


AGCCCAAATC 


TTGTGACAAA 


ACTCACACAT 


1001 


GCCCACCGTG 


CCCAGGTAAG 


CCAGCCCAGG 


■CCTCGCCCTC 


CAGCTCAAGG 


1051 


CGGGACAGGT 


GCCCTAGAGT 


AGCCTGCATC 


CAGGGACAGG 


CCCCAGCCGG 


1101 


GTGCTGACAC 


GTCCACCTCC 


ATCTCTTCCT 


" CAGCACCTGA 


ACTCCTGGGG 


1151 


GGACCGTCAG 


TCTTCCTCTT 


CCCCCCAAAA 


CCCAAGGACA 


CCCTCATGAT 




FIG. 11 A P 

1201 GTCCCGGACC ^^GAGGTCA CATGCGTGGT GGTGC^^TG' AGC 

1251 -ACCCTGAGGT CAAGTTCAAC TGGTACGTGG ACGGCGTGGA . GGTG CATAAT 

13 01 GCCAAGACAA AGCCGCGGGA GG AG CAGTAC AACAGCACGT ACCGGGTGGT 

13 51 CAGCGTCCTC ACCGTCCTGC ACCAGGACTG GCTGAATGGC AAGGAGTACA 

14 01 AGTGCAAGGT CTCCAACAAA GCCCTCCCAG CCCCCATCGA G AAAAC CAT C 
14 51 TCCAAAGCCA AAGGTGGGAC CCGTGGGGTG CGAGGGCCAC ATGGACAGAG 
1501 GCCGGCTCGG CCCACCCTCT GCCCTGAGAG TGACCGCTGT ACCAACCTCT 
1551 GTCCTACAGG GCAGCCCCGA GAACCACAGG TGTACACCCT GCCCCCATCC 
1601 CGGGATGAGC TGACCAAGAA CCAGGTCAGC CTGACCTGCC TGGTCAAAGG 
1651 CTTCTATCCC AGCGACATCG CCGTGGAGTG GGAGAGCAAT GGGCAGCCGG 
1701 AG AA CAACT A CAAGACCACG CCTCCCGTGC TGGACTCCGA CGGCTCCTTC 
1751 TTCCTCTACA GCAAGCTCAC CGTGGACAAG AGCAGGTGGC AGCAGGGGAA 
18 01 CGTCTTCTCA TGCTCCGTGA TGCATGAGGC TCTGCACAAC CACTACACGC 
1851 AGAAGAGCCT CTCCCTGTCT CCGGGTAAAT GAGTGCGACG GCCG 



FIG. 11 S 



08/?5 



L 


MALSWVLTVL 


r* T T TIT T ?inT 


PLCANLVPVP 


ITNATLDQIT 


GKWFYIASAF 


51 


RNEEYNKSVQ 


tl^A i r r * r x 


PNKTEDTIFL 


REYQTRQDQC 


IYNTTYLNVQ 


101 




f^GOEHFAHLL 


ILRDTKTYML 


AFDVNDEKNW 


GLSVYADKPE 


151 


TTKEQLGEFY 


EALD C.LK1 - i\ 


c n vVYTD WKK 


DKCEPLEKQH 


EXERKQEEGE 


201 


SDPEGEPKSC 


DKTHTCPPCP 


APELLGGPSV 


FLFPPKPKDT 


LMISRTPEVT 


251 


CWVDVSKED 


PEVKFNWYVD 


GVEVHNAKTK 


PREEQYNSTY 


RWSVLTVLH 


301 


QDWLNGXEYK 


CKVSNKALPA 


PIEKTISKAK 


GQPREPQVYT 


LPPSRDELTK 


351 


MQVSLTCLVK 


GFYPSDIAVE 


WESNGQPENN 


YKTTPPVLDS 


DGSFFLYSKL 


401 


TVDKSRWQQG 


NVFSCSVMHE 


ALHNHYTQKS 


LSLSPGK* 






0 g/7560l 

Construe] 



WT-ht 9 c PCRRQATEYEYLOYCFLPET 



v/P.higG nORRQATEFEFLOFOFLPET 



TVA-higG SQRqOAAEYEYLOYOFLPEA 



Y/F-TM^igG PORRCAAEFEFLDFOFLPEA 




FIG. 12A 




, nrt(/n ABCDEF A B C D E' F G 

200kO ^ —————— 200kD ^ 

92.5kD ^ 92.5kD ^ ^ 



69kD ^ ~~ . . . . 69kD ^ » •* 

m 

46kD ^ 46RD 




30kO ^ ^^^W 30kD ^ 



FIG. 12B 



FIG. 12C 



# 08/756018 




FIG. 13 



^ 08/756018 



P-Selectin Binding to COS M6 Celts 
Expressing Artificial Chimeric Proteins 




FIG. 15 



